: Time resolved fluorescence analysis and average fluorescence decay lifetimes of LHCSR3 WT and mutant proteins refolded in vitro. Decay kinetics reported in the main text in Figure 4 were fitted with a three-exponential decay function Vinci 2 software from ISS. Amplitudes (Ai) and time constants (τi) are reported. Average fluorescence lifetimes (τavg) were calculated as ΣAiτi/ΣAi. Standard deviations are < 5% (n=3).
A1
τ1 ( Figure S1 : Western blot analysis of LHCSR3 accumulation upon npq4 lhcsr1 complementation.
Western blot analysis of LHCSR3 accumulation upon npq4 lhcsr1 complementation with LHCSR3.2 WT gene sequence (A) or mutated on CHl 612 (B) or 613 (C) chlorophyll binding sites. Sample were loaded in three replicates at different amount of chlorophylls. μg of loaded chlorophylls are indicated. Western blots were developed using antibodies specific for LHCSR3 and CP43, the latter as a marker for PSII. for transformation was used as positive control while genomic DNA extracted from npq4 lhcsr1 untransformed strain was used as negative control. Western blot on total protein extract is reported on the bottom, with WT 4A+ as positive control. Three independent lines for each mutation are reported as representative of the different resistant lines screened. 40 resistant lines to the selection marker (paromomycin) were obtained and verified for the presence of LHCSR3 coding sequence in the case of each mutant E87V and E87V-R502L on Chl 602 binding site while 45 transformant strains were obtained and verified in the case of H90F mutant on Chl 603 chlorophyll binding site.
